Measurement of E2, DHEA-S, testosterone and 16αOHE1 ELISA
Circulating estradiol (E2) was quantified in plasma using a Mouse/Rat Estradiol ELISA 2 (Calbiotech, USA), following the manufacturer's instructions. Plasma DHEA-S levels 3 were also determined using ELISA (Calbiotech, USA). Circulating testosterone levels 4 were quantified in plasma by ELISA following the manufacturer's instructions (R&D 5 systems, UK). Urinary 16αOHE1 was determined by ELISA (Demeditec Diagnostics, 6 Germany). 
Isolation and Culture of Mouse Pulmonary Artery Smooth Muscle cells (mPASMCs)
9 mPASMCs wear isolated from third order pulmonary arteries of male lean and ob/ob (containing 0.25µg/ml amphotericin B; 100U/ml penicillin; 100µg/ml streptomycin;
13
Sigma-Aldrich, UK) and 10% (v/v) fetal bovine serum (Sera Laboratories International,
14
West Sussex, UK).
16

Preparation of visceral adipose tissue conditioned media (VAT-CM)
17
Visceral adipose tissue (VAT) was isolated from ob/ob male mice, washed in PBS and 
21
Circulating plasma testosterone levels in (c) normoxic and hypoxic lean and ob/ob (PH) was not evident in normoxic lean (normal diet) males or females. Obese males and 8 females developed significantly more pulmonary vascular remodelling (PVR) than lean males. 9
In the hypoxic male obese mice, endogenous E2 contributed to elevations in all parameters 10 of PH in males. In females, ANA only decreased right ventricular systolic pressure (RVSP) 11 and had no effect on right ventricular hypertrophy (RVH) and PVR. There was a decrease in 12 plasma E2 with an increase in urinary 16OHE1 in male HFD obese mice and visceral adipose 13 tissue (VAT) aromatase and CYP1B1 expression was increased. 14 Figure S1 Figure S10 Figure S13 
Connective tissue growth factor (CTGF)
Mm01192933_g1
Fibronectin (FN-1) Mm01256744_m1
Glutathione Peroxidase (Gpx1)
Mm00656767_g1
Nox4 Mm00479246_m1
NPPA Mm01255747_g1
NPPB Mm01255770_g1
Superoxide Dismutase 1 (SOD1)
Mm1344233_g1
TATA binding protein (tbp)
Mm1277042_m1 1   Table S1 . TaqMan® gene expression assays purchased from Thermofischer, UK.
